Background
pyrosequencing assay. Demographics, clinicopathological data, and postoperative outcomes were recorded by trained abstractors. Outcome measurements included postoperative recurrence and disease-free survival. Univariate, multivariate, and survival analyses were conducted to identify prognostic factors of oncological outcomes.
Results
The LINE-1 methylation of all 129 patients was measured on a 0-100 scale (mean 63.3; median 63.7, standard deviation 7.1), LINE-1 hypomethylation was more common in patients aged 65 years and above (61.7%±7.6% vs. 64.6±6.4, p=0.019) and those with posttherapeutic recurrence (61.7±7.4 vs 64.3±6.7, p=0.041). Considering risk adjustment, LINE-1 hypomethylation was found to be an independent risk factor of post-therapeutic recurrence (Adjusted OR=14.1, p=0.012). Kaplan-Meier analysis indicated that patients in the low methylation group had shorter period of disease free survival (p=0.01). In a stratified analysis that included 48 patients with post-therapeutic recurrence, it was found that those who experienced shorter period of disease free survival (≦6 months) appeared to have lower LINE-1 methylation levels than patients who reported of recurrence after 6 months (56.68±15.75 vs. 63.55±7.57, p=0.041)
Conclusion
There was a significantly greater risk of early postoperative recurrence and a shorter period of disease-free survival in Stage III colon cancer patients exhibiting LINE-1 hypomethylation status after being treated with radical resection and FOLFOX chemotherapy.
Introduction
There has been a steady rise in colorectal cancer (CRC) cases worldwide in recent years. According to GLOBOCAN estimates presented in 2008, CRC is the third most common cancer in males and the second most common in females [1] . Owing to the proliferation of unhealthy diets and lifestyles in Taiwan, CRC has become the third most common cause of cancer-related deaths. In recent years, more than 4,000 CRC patients have died annually (http://www.doh. gov.tw/statistic/index.htm; accessed in December 2013). Recent improvements in tumor detection and adjuvant therapy, however, have increased the life expectancies of CRC patients [2] . However, despite curative surgery and adjuvant chemotherapy, there are still a considerable number of patients who encounter tumor recurrence during their follow-up period. Many postoperative surveillance programs have been proposed for detecting the possibility of recurrence at an early stage. Medical researchers have also reached a consensus on routine surveillance of stage II and III CRC patients who have been treated with curative surgery [3] [4] [5] . At the same time, many researchers continue to search for sophisticated biomarkers capable of effectively detecting asymptomatic recurrence of CRC after surgery. Presently, some biomarkers are promising but still far from being assessable in most patients. Meanwhile, the labeling of highrisk groups which are prone to relapse appears to be another tactic among the intensive postoperative surveillance strategies used in these susceptible populations.
CRC develops due to genetic and epigenetic alterations. In the last decade, many studies have investigated the role of epigenetic factors in the development of CRC in patients [6, 7] . Epigenetics, which has been described as a bridge between genetics and the environment, has been found to have a close relation with cancer biology [8, 9] . Epigenetic alterations could be inherited but these factors are also reversible and may prove to be useful in elucidating many ambiguous aspects of carcinogenesis and tumor recurrence in CRC patients. Furthermore, since epigenetic events can be reversed, we are able to regulate the process of chemical modification, including potential anti-neoplastic activity [7, 10] .
Among various epigenetic events, DNA methylation is a key component of epigenetics in mammalian genome that results in the addition of a methyl (CH 3 ) group at the carbon-5 position of the cytosine ring. Two major methylation patterns are frequently observed in CRC: one is hypermethylation, which usually involves CpG islands, and the other is hypomethylation, which often involves repeated DNA sequences [6, 8] . Although reports on hypermethylation in malignancies outnumber reports on hypomethylation, the latter seems to have become a topic of intense investigation in recent years [9, 11] . In addition, methylation levels could be affected by sampling techniques, tumor locations, environmental factors, and the patient's age [9, [12] [13] [14] [15] .
Global DNA hypomethylation may lead to genetic instability. Its close relationship with a wide variety of malignancies, including CRC, has been reported in previous studies [6, 7, 9] . Retroelements, repeated sequences of long interspersed nuclear elements-1 (LINE-1), occur in almost 18% of the human genome [16] . These retroelements can cause deleterious effects in the host cell, but it is generally inhibited by suppressive mechanisms. However, retroelements may contribute to tumorigenesis in different settings. Global methylation can be measured indirectly by assessing the methylation status of LINE-1 [17] . Previous studies have demonstrated that the pyrosequencing assay for LINE-1 methylation is quantitative, effective, and reproducible [18] [19] [20] .
Recently, many epigenetic studies have elucidated the relationship between LINE-1 methylation and cancers. It has been suggested that the degree of LINE-1 hypomethylation serves as an independent factor in determining unfavorable oncological outcomes in CRC patients [18, 21, 22] . Ogino et al. found that LINE-1 hypomethylation is an independent risk factor, indicating high cancer-specific mortality and overall mortality in colon cancer patients [21] . Sunami et al. also reported that there is a linear relationship between the progression of LINE-1 methylation and tumor progression [23] . Goel et al. reported that hereditary nonpolyposis colorectal cancer (HPNCC) was associated with lower degree of LINE-1 methylation [24] . In addition, some studies have found that early-onset CRC is associated with lower LINEmethylation and have highlighted its potential role as a prognostic biomarker in younger CRC patients [18, 25] . However, many researchers have proposed LINE-1 as a promising marker for predicting CRC prognosis. Therefore, more patient-and treatment-related confounders should be controlled to generate more convincing conclusions, especially in light of modern strategies that highlight tailored treatments for different stages of CRCs.
Accordingly, in this study, we focused exclusively on the Stage III colon cancer population. We investigated the tumoral LINE-1 methylation status of stage III colon cancer patients after they were treated with radical resection and FOLFOX adjuvant chemotherapy. In this study, special attention was paid to their oncological outcomes, including postoperative recurrence and cancer-specific mortality. By controlling other potential prognostic factors, we sought to examine the prognostic impact of LINE-1 methylation in stage III colon cancer patients.
Materials and Methods

Ethics statement
The study was approved by the Institutional Review Board of Kaohsiung Medical University Hospital (KMUHIRB-20120043) in Kaohsiung, Taiwan. All participants in this study signed an informed-consent form.
Study subjects
We retrospectively reviewed the records of all colon cancer patients who were surgically treated at Kaohsiung Medical University Hospital between January 2008 and July 2012. A total of 150 stage III colon cancer patients who underwent radical resection and subsequent FOLFOX adjuvant chemotherapy were initially enrolled. Fourteen patients were excluded as optimal tissue specimens were unavailable. Among the remaining 136 patients, seven were excluded because the patients' clinical data was incomplete. Thus, a total of 129 patients qualified for the final analysis (Fig 1) . All patients received regular follow-ups at 2-3 month intervals until death or the end of June 2013.
Postoperative adjuvant chemotherapy
All study participants received adjuvant FOLFOX-4 chemotherapy according to the center's guidelines for cancer treatment. 
Clinical data collection
Patient characteristics, including age, sex, tumor location, and clinicopathological features, were obtained from electronic medical records and clinical charts. Clinicopathological features and the stages of primary tumors were defined using the criteria proposed by theAmerican Joint Commission on Cancer/Union for International Cancer Control (AJCC/UICC) [26] . Histology grades were classified as follows: well differentiated (WD), moderately differentiated (MD), or poorly differentiated (PD). As reported in a previous study, the tumor locations were categorized as proximal or distal to the splenic flexure [27] . Vascular invasion, perineural invasion, tumor invasion depth, and lymph node metastasis were factors particularly categorized before further comparison since each factor was considered as an independent risk factor [28] [29] [30] [31] .
Genomic DNA isolation
These formalin-fixed, paraffin-embedded (FFRE) specimens obtained from 129 patients were reviewed to identify the representative sites of cancer. FFPE tissue blocks were microdissected to acquire 10 μm sections from each sample. Bisulfite treatment of tumoral DNA was then performed with an EpiTech bisulfite kit (Quiagen, Valencia, CA) according to the manufacturer's protocol.
Pyrosequencing for measuring LINE-1 methylation
In addition to the aforementioned sodium bisulfite DNA conversion process (EpiTech Bisulfite Fast FFPE Kits; Qiagen; No.59844), the pyrosequencing assays also comprised polymerase chain reaction (PCR) amplification (Pyromark PCR Kit; Qiagen; No.978703) and sequencing of the target sequence by synthesis assay (Pyromark Gold Q24 Reagents; Qiagen; No.970802). This assay amplifies a region of the LINE-1 element. The PCR conditions were 45 cycles of 95°C for 20 s, 50°C for 20 s, 72°C for 20 s, followed by 72°C for 5 min. The LINE-1 methylation results were obtained on a continuous scale of 1-100 using the pyrosequencing assay.
Outcome measurements
The development of postoperative cancer recurrence and disease free survival (DFS) were used as major end-points to ensure that causal inferences about observed outcomes were mainly attributed to cancer. The development of a new local recurrence or distant metastatic lesions after surgery was considered as postoperative recurrences. While calculating DFS results, cases of postoperative mortality that occurred within 30 days were excluded. Individuals who died of causes other than CRC were also excluded from the outcome analysis. With regard to the treatment outcome for the FOLFOX regimen, DFS was defined as the time elapsed from the initiation of FOLFOX chemotherapy to recurrence.
Statistical Analysis
The data were analyzed using the Statistical Package for the Social Sciences, Version 17.0 (SPSS. Inc., Chicago, IL). Student t-test, Pearson chi-square test, Fisher's exact test, and the KruskalWallis test were used to compare demographic and clinicopathological features between the groups according to their different outcome measurements. All the variables were further dichotomized for generating unadjusted odds ratio in the univariate analysis that was performed subsequently. Multiple logistic regression analysis was performed to identify variables that were significantly related to the likelihood of tumor recurrence or cancer-specific survival. Regression models were controlled for the effects of confounding variables. Results of the logistic regression analysis were reported as adjusted odds ratio (OR) with 95% confidence interval (CI). The comparative evaluation of long-term results was performed by analyzing the survival curves using Kaplan-Meier method. Curves for DFS were compared by Log-rank test. All tests of significance were two tailed, and P-values < 0.05 were considered statistically significant.
Results
Clinicopathological characteristics of the patient population
The mean age at surgery for these 129 patients was 61.6 years (range, 30-87 years), and 81 patients were male (62.8%). Clinicopathological features are detailed in Table 1 . All the patients were treated with FOLFOX adjuvant chemotherapy. The median follow-up time was 24 months (IQR: 16.9-36). Tumor recurrence was reported by 48 patients, while 34 patients died during their follow-up period.
LINE-1 methylation analysis
Although LINE-1 methylation levels in the 129 colonic tumors (Fig 2) were widely distributed (range, 37.4-77.9 on a 0-100 scale), they still showed normal distribution (Kolmogorov-Smirnov test; P > 0.05). Because there is no universally accepted threshold to define whether the LINE methylation level is optimal or abnormal, we divided the levels of methylation into two groups using a receiver operating characteristic (ROC) analysis having balanced sensitivity and specificity. The cutoff value was 70.15% as the area under the curve (AUC) was 0.593.
Univariate analysis of LINE-1 methylation level
We examined the LINE-1 methylation levels in the different groups categorized by the variables listed in Table 1 . For a better comparison, age was dichotomized into two groups, with a cut-point value of 65 years. As shown in Table 2 , in the univariate analysis incorporating nine variables, LINE-1 methylation levels were shown to be significantly different between the group aged 65 years and above and the group aged less than 65 years (64.6% versus 61.7%, respectively; p = 0.019).
Univariate and multivariate analysis of outcome measurements Table 3 shows the results of the univariate and multivariate analysis with respect to the outcome measurements of post-therapeutic recurrence. The histology grades were divided into two groups, one incorporating well-differentiated (WD) and moderately differentiated (MD) specimens, and the other comprising poorly differentiated (PD) specimens. Due to a limited number of T1 cases, T-stages were dichotomized into "T1+T2" and "T3+T4" groupings. The LINE-1 methylation levels were dichotomized into "low" versus "high" groups according to a cutoff value of 70.15% generated by our previous ROC analysis. Thereafter, logistic regression was applied with forward selection. LINE-1 methylation appeared to be the only independent prognostic factor for the oncological outcome of post-therapeutic tumor recurrence (Adjusted OR = 14.1, p = 0.012). showed that more cases of postoperative recurrence and a shorter mean DFS were noted in the low LINE-1 methylation group (Fig 3, p = 0.010) .
Survival analysis
Influence of LINE-1 methylation level on DFS in the patients with posttherapeutic recurrence
Based on the evidence regarding the shorter mean DFS in the low LINE-1 methylation group, we hypothesized that there is some association between LINE-1 methylation level and DFS in the recurrence group. In order to detect the threshold of DFS causing significant differences in LINE-1 methylation levels, we introduced four empiric thresholds of DFS (3, 6, 9, and 12 months) and dichotomized all recurrence patients into "early recurrence" (DFS shorter than or equal to the threshold) and "late recurrence2010043 (DFS longer than the threshold) groups. When the threshold of DFS is six months, the early recurrence group appeared to have a significantly lower mean LINE-1 methylation level (Table 4) . 
Discussion
Key findings of the present study
In this study, we demonstrated that LINE-1hypomethylation is associated with higher postoperative recurrence and a shorter DFS in stage III colon cancer patients, who have undergone radical surgery and subsequent FOLFOX chemotherapy. Previous studies have reported that the CRC patients' tumor progression, survival, or recurrence may differ according to the level of LINE-1 methylation [21, 23, 32] . Nevertheless, as these studies included various population and different treatment procedures, there was obvious heterogeneity in their findings. We only assessed the prognostic implications of LINE-1 methylation levels on a homogenous population comprising stage III colon cancer patients, who had received radical resection and FOL-FOX adjuvant chemotherapy. Our results confirmed the previously reported findings of Ahn et al. on the prognostic influence of LINE-1 hypomethylation on resected stage III CRC patients [33] . They emphasized that DNA hypomethyaltion was a feasible biomarker of recurrence in proximal but not in distal CRC cases. By including confounder adjustments, such as tumor location (proximal versus distal) in our study, we found that low LINE-1 methylation levels (below 70.15) still continued to be a robust risk factor having approximately eight times of postoperative recurrence risk.
Relation between LINE-1 methylation and the subsite locations of tumors
The two-colon concept is conventionally used to indicate discrete molecular features via the dichotomous classification of proximal and distal colonic tumors. In previous studies, chromosomal instability (CIN) has been more commonly observed in distal CRCs [34] . On the other hand, microsatellite instability (MSI) and BRAF mutations are more common in proximal CRCs [35] [36] [37] . However, Yamauchi et al. recently found that the frequencies of high CpG island methylator phenotype (CIMP), MSI-high, and BRAF mutations gradually increase from the rectum to the ascending colon [38] . This finding profoundly challenged the conventional concept of the two-colon model that has been used for several decades. In our own data, although our comparison of LINE-1 methylation levels in right-sided and left-sided colon cancer patients indicated borderline statistical significance, we observed that the mean methylation level was significantly higher in ascending colon tumors compared to those in other sites. We recommend that the site-specific confounders should always be considered while conducting research studies on genetic or epigenetic alterations. The definition of hypermethylation or hypomethylation
Although a growing body of evidence supports the prognostic importance of LINE-1 methylation, a threshold defining whether the measured methylation level is hypermethylated or hypomethylated has yet to be established. Saito et al. observed the prognostic impact of LINE-1 methylation on non-small cell lung cancer keeping a high threshold of 90% [39] . Antelo et al. defined LINE-1 hypomethylation in young CRC patients using a cutoff value of 65%, and stated that those patients who had < 65% LINE-1 methylation had poorer overall survival [18] . In our study, we categorized the LINE-1methylation levels into high and low level groups based on previous researchers' concepts [40, 41] . In order to precisely identify an optimal cutoff value for LINE-1 methylation in patients reporting tumor recurrence after radical CRC surgery, we then conducted ROC analysis. For the continuous data obtained from these samples, the area under the curve (AUC) was found to be 0.593, and the 70.15% was considered as the cutoff value of methylation was with balanced sensitivity and specificity. With a higher cutoff value and poorer discriminative performance, our result was slightly different from that reported in the previous study by Baba et al [25] . In a heterogeneous population comprising CRCs of all stages, they achieved a better AUC of 0.62 by considering a cutoff value of 60%. Nevertheless, there is room for improving diagnostic performance as more large-scale studies must be based on stratified populations and different tumor locations.
LINE-1 methylation variation in CRC with and without recurrence
Many researchers have enthusiastically continued exploring the mechanism by which LINE-1 methylation is associated with oncological outcomes. Hypomethylation of LINE-1 results in transcriptional activation of possible carcinogenesis [9, 16] . An augmented expression of LINE-1 after hypomethylation may result in chromosomal instability (CIN), which has been termed as a characteristic phenotype in more invasive cancers having worse prognosis [13, 16] . Furthermore, Hur et al. recently reported that there has been evidence to prove that LINE-1 hypomethylation serves as a crucial feature in CRC metastases, especially in hepatic metastasis [42] . This is in good agreement with the statistically significant difference between the LINE-1 methylation levels of recurrence and non-recurrence groups of our study (Table 2) . Among the 48 colon cancer recurrences in our study cohort, there were 14 cases of hepatic metastases. However, the LINE-1 methylation levels of colon cancer patients with liver metastasis did not show a significant difference compared to those with other recurrences. In contrast with the perspectives of previous researchers, we have demonstrated a pivotal finding that LINE-1 hypomethylation has some influence on the early recurrence (DFS shorter than 6 months) in the cohort that eventually experienced recurrence. These results emphasize the crucial role of LINE-1 methylation in the development of colon cancer recurrence, especially early recurrence. Therefore, it is necessary to devise frequent and early surveillance strategies for guiding the post-operative follow-up of patients belonging to the hypomethylation group.
Limitations
Several limitations must be considered while interpreting the findings of our study. First, some influential factors of global methylation could not be controlled. Because the study population was not prospectively recruited, certain environmental factors or patient-related information could not be recorded at surgery. For example, ionizing irradiation, smoking, and physical activity have been reported to cause variations in LINE-1 methylation [43] [44] [45] . To avoid introducing more recall biases, we didn't try to control these potential confounders in our study. Furthermore, on the basis of this trial, it might be ethically unacceptable to conduct a study that randomizes patients with or without the administration of FOLFOX adjuvant chemotherapy. We suggested that methylation status could be used as a stratification factor. Second, the number of study participants is limited and the excluded population is still considerable. The excluded portion might possess some impact on the overall results if they were also enrolled. In addition, the follow-up duration could be extended to elucidate the prognostic impact on cancer-specific mortality. Despite these limitations, we were able to demonstrate that the clinicopathologic features were distinct and prognoses were different for the methylation subgroups formed from a homogenous Asian population.
Conclusion
Our results indicate that despite being treated with radical surgery and FOLFOX adjuvant chemotherapy, stage III colon cancer patients with LINE-1 hypomethylation encountered early postoperative recurrences and shorter DFS.
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